Novermber 17, 1953

Dr, R, G, I, lurray
Department of 3acteriology
University of Western Ontario
Victoria Mospital

London, Ontario, Canzda

My dear lMurrays

Thank you very much for your courtesy in senling the reprints and draft just
received,

I have not yet had time to study your reuarks more cerefully, but am excited
to see how well they have anticipated the conclusions that I am just now beginning
to crystalize from studies with I, coll K 12, I was impressed to notice in our
material that after Giemsa staining every so often unhydrolysed cells wnuld show
a red miclear staining aguainst a very dark blue-purile cytoplasm. The muclei,
unfortunately, not too sharp, appeared here generally sac-like and not like the
discrete gramile after hydrolysis. Porhaps most of the muclel are vascular
consisting of a hypo-chromatic "matrix" in wiich the Feulgen-positive acid-
resistant gramules arc embedded, I am, however, inclined to regard those
granules as possibly hyper-chromatic blocks in the cliromosome spiling, I
could not readily roconcile most of Sl cramule firures with a mitocic se-
quence, but 1f the figurcs arc coxporable to thic chromocenters of initerphase
miclel ol hicher "om“ tho contradicilons may still be regolvable. On the other
hand, ocecas sionnl igures are compelling rominiscent of mltotic sepcration, Howe
ever, I do not see spindles, If tacre is somcthing couwarsble co mitosis (and
of course, thore has to bo Af only Lo comprchend haploid and diploid X 12) per-
haps the spindle or its mechunical analor is confincd within the miclear wembrane
as it is in =0 many Protista., (Ore of the clief reasons I had been suspiclous of -
attempts to force 2ll of the sremile firures into 2 mitotic mold is thrt I could
often sec conncetions between the separute Ychrouosomes.") In a few fortun te
cases these scem to have been strung out as in tihe enclosed printe, (3y the way,
I had tooupht tliet the Giemsa tochnique ealled for diluting the strain in rcther
dilute buffer at p 7¢ I had a lot of trouble on tiis cunt when I sourht to use
strong enough buffer to actually conirol the pl of the stsin solution, This should
be about 5 not 7, I now use the commercial su:in (iluted in 11/10 pll 5 phosphate
buffer 1310 for 10 to 15 minutes, Abopon diluted 2:1 in buffer and Tiltered at 0
degrees has proved to be an imdispensable mountine agent (followin~ Delaporte),
with oceasional trouble from erystallization,

Ve still cre primarily concerned witir the noui:g problem rother then these
questions of mutlear suructure though I “ind it diffic 1t 1o see how we will
be able to avoid the lutter, Thourh we have 1little new direet cytolopical
evidence on mating, we now have Tzirly direct demonsirations thut the synkoryons
have the full reretle complenent o “oth parents althouph there cre loter climin: tions
th:t influence segregation ratios,

Yours very sinecevely,

IL/ew Joshua Ledorbery



